Antibodies
We obtained horseradish peroxidase-conjugated, donkey anti-mouse and anti-rabbit IgGs (affinity-purified) from Jackson Immunoresearch Laboratories; polyclonal anti-HA IgG (Cat. No. SC-805) from Santa Cruz Biotechnology, Inc.; polyclonal anti-Myc and anti-T7 IgGs from Bethyl Laboratories (Cat. No. A190-205A and A190-117A, respectively); and cells producing IgG-9E10, a mouse monoclonal antibody against Myc tag, from American Type Culture Collection. IgG-7D4, a mouse monoclonal antibody against hamster SREBP-2 ; IgG-9D5, a mouse monoclonal antibody against hamster Scap (Sakai et al., 1997) ; and IgG-R139, a rabbit polyclonal antibody against hamster Scap (Sakai et al., 1997) , were previously described in the indicated references. Polyclonal antiserum against hamster Insig-1 was produced by immunizing rabbits with a mixture of two peptides (amino acids 14-23 and amino acids 32-50).
Construction of pTK-Insig1-Myc pTK-Insig1-Myc encoding wild-type human Insig-1 followed by six tandem copies of a c-Myc epitope tag (EQKLISEEDL) under control of the TK promoter was generated by the following method. First, pTK-HSV-SREBP2 was digested with NheI and XbaI to remove HSV-SREBP2, and the 6-kb backbone fragment was isolated. Second, the coding region of human Insig-1 (amino acids 1-277), with six tandem copies of a c-Myc epitope tag at the NH 2 -terminus was amplified by PCR using pCMV-Insig1-Myc as a template. Forward and reverse primers used for PCR were as follows: 5′-CTACGATCGCTAGCATGCCCAGATTGCACGACCACTTCTGGAGCTGCTC-3′ and 5′-TAGGGCCCTCTAGATCAACTATTAAGATCCTCCTCGGATATTAACTTCTGCTCAC-3′ (underlines denote NheI and XbaI sites). The PCR product containing human Insig-1 followed by six Myc tags was digested with NheI and XbaI and ligated into the pTK vector from pTK-HSV-SREBP2 between the NheI and XbaI sites. A plasmid with the correct orientation was selected.
Immunoblot analysis
To prepare a whole-cell lysate fraction, cell pellets from duplicate dishes were resuspended in 0.2 ml of buffer (50 mM Hepes-KOH at pH 7.6, 100 mM NaCl, 1.5 mM MgCl 2 , 1% Nonidet P-40, and protease inhibitor cocktail containing 10 µg/ml leupeptin, 5 µg/ml pepstatin, 25 µg/ml Nacetyl-leucinal-leucinal-norleucinal, and 2 µg/ml aprotinin), rotated at 4°C for 30 min, and centrifuged at 20,000g for 20 min at 4°C. The supernatant from this spin was mixed with 5X SDS loading buffer (150 mM Tris-Cl at pH 6.8, 15% SDS, 25% (v/v) glycerol, 0.02% (w/v) bromophenol blue, and 12.5% (v/v) 2-mercaptoethanol) and subjected to SDS-PAGE and immunoblot analysis as previously described . The primary antibodies used for immunoblotting are given in the Figure legends. Secondary antibodies were horseradish peroxidase-conjugated, donkey anti-mouse and anti-rabbit IgGs (1:5000 dilution). Bound secondary antibodies were visualized by chemiluminescence using the SuperSignal substrate system (Pierce) according to the manufacturer's instructions. Filters were exposed to Kodak XOmat Blue XB-1 films at room temperature for indicated time.
Immunoprecipitation
The pooled cell pellets from duplicate dishes of cells were resuspended in 0.5 ml of buffer A (50 mM Hepes-KOH at pH 7.6, 100 mM NaCl, 1.5 mM MgCl 2 , 0.1% Nonidet P-40, and protease inhibitors (see above)). Cell lysates were prepared and immunoprecipitation was performed as described (Sakai et al., 1997) with the following modifications. Precleared lysates were rotated for 16 hr at 4°C with 40 µg of control nonimmune IgG, polyclonal antiserum against hamster Insig-1 (1:100 dilution), or polyclonal anti-Myc (40 µg/ml) together with 50 µl of protein A/G agarose beads (Santa Cruz). After centrifugation, the resulting supernatants were mixed with 5X SDS loading buffer. The pelleted beads were washed three times (20 min each at 4°C) with 1 ml of buffer A; resuspended in 100 µl of buffer containing 10 mM Tris-HCl at pH 6.8, 1% (w/v) SDS, 100 mM NaCl, and protease inhibitors; and mixed with 5X SDS loading buffer. Supernatants and pellets were boiled for 5 min, and subjected to SDS-PAGE and immunoblot analysis.
Real-time PCR
The protocol was identical to that described by Liang et al. (Liang et al., 2002) . Triplicate samples of first-strand cDNA were subjected to real-time PCR quantification using forward and reverse primers for the indicated mRNA with hamster actin as an invariant control. Relative amounts of mRNAs were calculated using the comparative C T method.
